Strack et al., http://www.jcb.org/cgi/content/full/jcb.201210045/DC1 Figure S1 . Rescue of Drp1 KO MEFs, Drp1 mRNA profiling in primary cells and cell lines, and Drp1-x01 antibody characterization. (A-C) GFP-Drp1-101 colocalizes with MTs in Drp1 KO MEFs and restores mitochondrial fission less effectively than GFP-Drp1-111. (A and B) Representative epifluorescence images with immunofluorescently labeled -tubulin and mitochondria (mito., TOM20 antibody). Pearson's coefficients (PC) in A are listed as means ± SEM of 50 and 34 cells; mitochondrial length in C is plotted as means ± SEM (up)/SD (down) of 112-158 cells (KO, untransfected KO cells). (D and E) qRT-PCR with Drp1 splice-specific primer sets depicted in D demonstrates that the indicated primary cells and cell lines express mostly splice variants lacking the alternative exon in the GFPase domain (0xx), whereas the MT binding x01 exon combination is dominant in human PBMCs, Jurkat, and COS1 cells, but also well represented in HeLa and PC12 cells (means ± SEM, n = 3). (F-H) Drp1-x01-specific antibodies were raised against an exon-spanning peptide (F, top, aligned with most similar peptides from other splice variants). (G) Dual color immunoblot of extracts from COS1 cells expressing the indicated Drp1 splice variants loaded sequentially into the same lane demonstrates specificity of the Drp1-x01 antibody. (H) Endogenous Drp1 was immunoprecipitated from primary astroglia and COS1 cells and probed for total and x01-variant Drp1. ⊗, P = 0.002; *, P < 10 10 by ANOVA followed by pairwise t tests with Bonferroni adjustment.
. Mixed oligomeric assembly of Drp1 splice forms modulates MT targeting. (A) The indicated triple HA-and GFP-tagged Drp1 splice forms were coexpressed in COS1 cells and analyzed for heterooligomerization by HA immunoprecipitation. All Drp1 isoforms form mixed oligomers efficiently. (B and C) HeLa cells were transfected with 25% GFP-Drp1-101/111 and 75% untagged Drp1-101/111 plasmids to achieve between 0 and 100% Drp1-101 expression as indicated (all splice variants expressed at equivalent levels; see A). Cells were treated with taxol (10 µM, 6 h) to facilitate scoring of colocalization of Drp1 with MTs. Representative immunofluorescence images (B) and plots of colocalization (C) scores as means ± SEM (up)/SD (down) of 36-62 cells. *, P < 10 4 compared with 0% Drp1-101 by ANOVA and Dunnett post-test. Figure S3 . Drp1-001 preferentially decorates larger caliber MT bundles. (A and B) HeLa cells substituted with GFP-Drp1-001 were immunofluorescently labeled for -tubulin and analyzed by line scan densitometry (colored arrow indicated on epifluorescence images in A). White arrows point to remnants of the midbody. The line scan in B is representative of 30 cells from two independent experiments. 
